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Replace the paragraph beginning at page 8, line 21, with the following rewritten 



paragraph: 



- Figure 6 is a series of four bar graphs illustrating the cellular responses to class I- 
restricted peptides from gpl20 (class 1-restricted peptide from gpl20 is depicted in the figure 
legend as RGPGRAFVTI (SEQ ID NO: 16)). 



Replace the paragraph beginning at page 8, line 25, with the following rewritten 
paragraph: . . — 



Figure 8 is a graph plotting the results of a cell lysis assay (JAM). HSVgpl20 mediated 
^ induction of CTL activity (HIVgpl20 specific peptides are depicted in the figure legend as 
RGPRAFVTI (SEQ ID NO: 17) and RGPGRAFVTI (SEQ ID NO:16)).^^ 



Replace the paragraph beginning at page 8, line 27, with the following rewritten 
paragraph: ^ 



Figure 9 is a series of four bar graphs illustrating the effect of administering an HSV- 
gpl20 amplicon by three common routes of administration (intramuscular, subcutaneous, or 
intraperitoneal). The HIVgpl20 specific peptide is depicted in the figure legend as 



RPGRAFVTI (SEQ ID NO: 18).' 



Replace the paragraph beginning at page 2ofiine 4, with the following rewritten 



paragraph: 



- To determine whether animals immunized with an HSV-gpl20 amplicon could later 
mount a cell-mediated immune response to the gpl20 antigen, mice were immunized with either 
( 1 ) an HSV-gpl 20 amplicon, (2) a sequence encoding the V3 peptide (MVA.H), or (3) an HSV- 
lacZ amplicon. "Naive" mice constituted a fourth group. Following immunization, the mice 
were sacrificed and their splenocytes were placed in culture. The cellular responses to a class I- 
restricted peptide from gpl20 (RGPGRAFVTI (SEQ ID NO: 16)) were measured by interferon 
gamma Elispot. Splenocytes incubated without the gpl20 peptide served as another control for 
this study. The number of interferon-gamma-positive spots per well was plotted for each animal, 
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in triplicate, with three dilutions of input splenocytes (100,000; 200,000; and 400,000 cells/well). 
The results are shown in Figure 6. The designations A1-A4 represent splenocytes obtained from 
individual animals, and the (+) and (-) symbols beneath those designations mark splenocytes 
incubated with or without the specific gpl20 peptide. As shown in Figure 6, the number of 
interferon gamma-positive spots (which is indicative of the ability of the cells to mount a cell- 
mediated immune response) was low and not significantly different in splenocytes obtained from 
mice that were immunized with MVA or HSV-lacZ or that were not immunized at all (naive). 
However, significantly more of the splenocytes obtained from HSV-gpl20-immunized mice 
produced interferon following exposure to the gpl20 peptide in culture.- - 



Replace the paragraph beginning at page 21, line 7, with the following rewritten 
paragraph: 

« ' " — ~ b 

- BALB/c mice (n=3) were inoculated with an HSV-gpl20 amplicon (10 pfu) by 

intramuscular injection. The mice were sacrificed 21 days later, and splenocytes were harvested 

and placed in culture, where they were restimulated in the presence of LPS blasts loaded with the 

HIVgpl20 specific peptide RGPRAFVTI (SEQ ID NO: 17). After five days, these effector cells 

were mixed at various ratios with radiolabeled P815 target cells, either pulsed with peptide (+) or 

impulsed (-). Cell killing was assessed using the JAM assay method described by Matzinger 

el al. (J. Immunol. Methods 145:185-92, 1991). The data, shown in Figure 8, were expressed in 

terms of % cytotoxicity at each effector to target (E:T) ratio. Al, A2, and A3 denote data 

obtained from individual animals. These data demonstrate that a single intramuscular injection 

of an HSV-gpl20 vector is sufficient to produce a strong, peptide-specific, cytotoxic effector 

response in the treated animals.- - 

Replace the paragraph beginning at page 21 , line 22, with the following rewritten 
paragraph: 

-To study the effect of the route of administration on the strength of the immune 
response generated, BALB/c mice were inoculated with the same vector, an HSV-gpl20 
amplicon (10 6 pfu) administered either intramuscularly (into the thigh), subcutaneously (at the 
base of the tail), or intraperiotoneally. Control mice received 10° pfu of the HSV-lacZ vector 
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intramuscularly. All animals were sacrificed 21 days later, and their splenocytes were harvested 
and subjected to an interferon-gamma Elispot assay using either an HIVgpl20 specific peptide 
(RGPRAFVTI (SEQ ID NO.T 7); designated "+" in Figure 9) or no peptide (designated "-" in 
Figure 9). Al, A2, and A3 designate splenocytes obtained from individual animals. As shown 
in Figure 9, while all routes of administration produced some number of interferon-gamma- 
positive spots per well, the greatest number were produced when the antigen had been 
administered subcutaneously. Thus, subcutaneous inoculation with HSV-gpl20 produced the 
best cellular immune response (at least as defined in this assay system under the parameters 



Replace the paragraph beginning at page 26, line 8, with the following rewritten 
paragraph: 

- TaqMan Quantitative PCR System: To isolate total DNA for quantitation of amplicon 
genomes in packaged stocks, virions were lysed in 100-mM potassium phosphate pH 7.8 and 
0.2% Triton X-100. Two micrograms of genomic carrier DNA was added to each sample. An 
equal volume of 2X Digestion Buffer (0.2 M NaCl, 20 mM Tris-Cl pH 8.0, 50 mM EDTA, 0.5% 
SDS, 0.2 mg/ml proteinase K) was added to the lysate and the sample was incubated at 56°C for 
4 hrs. Samples were processed further by one phenol xhloro form, one chloroform extraction, 
and a final ethanol precipitation. Total DNA was quantitated and 50 ng of DNA was analyzed in 
a PE7700 quantitative PCR reaction using a designed /acZ-specific primer/probe combination 
multiplexed with an 18S rRNA-specific primer/probe set. The lacZ probe sequence was 5'- 
6FAM-ACCCCGTACGTCTTCCCGAGCG-TAMRA-3' (SEQ ID NO:4); the lacZ sense primer 
sequence was 5'- GGG ATCTGCC ATTGTC AG AC AT-3 ' (SEQ ID NO:5); and the lacZ 
antisense primer sequence was 5'- TGGTGTGGGCC AT AATTC AA-3 ' (SEQ ID NO: 1 5). The 
18S l RNA probe sequence was 5 '-JOE-TGCTGGCACCAGACTTGCCCTC-TAMRA-3 ' (SEQ 
ID NO:6); the 18S sense primer sequence was 5'-CGGCTACCACATCCAAGGAA-3' (SEQ ID 
NO:7); and the 18S antisense primer sequence was 5'-GCTGGAATTACCGCGGCT-3' (SEQ ID 



used). - 



